The study was conducted to determine the prevalence of infectious bursal disease virus (IBDV) at different 
Introduction
Infectious bursal disease is an acute, highly contagious viral disease of young chickens that causes significant losses to the poultry industry worldwide 1 . After infection, the IBDV multiplies in the developing B-lymphocytes in the bursa of Fabricius (BF) leading to immuno-suppression and susceptibility to the other infections 2 . Two distinct serotypes of IBDV designated as serotype I and serotype II, have been identified.
The serotype I strains are pathogenic to chickens and vary in their virulence, whereas serotype II strains isolated from turkeys are apathogenic to both chickens and turkeys RT-PCR has been described as a sensitive technique for the molecular detection of IBDV in clinical samples 6,7,8,9,10,11&12 . Studies on the serum antibodies against IBDV exist in commercial broiler birds in Pakistan 13,14&15 but merely seropositivity does not correlate with the magnitude of the problem. Further, currently no information is available about the molecular epidemiology of IBDV genome that could indicate the percentage of affected birds at different ages. Therefore, in an attempt to provide the data that would show the current situation of IBDV prevailing in commercially reared broilers using RT-PCR, the present study was designed.
Materials and Methods

Bursa Samples
A total of 237 bursa samples were collected from vaccinated (144/237; 60.75%) as well as non- C for 10 minutes. The pellet was washed using 70 % ethanol, air dried and resuspended in a 100 µl volume of 90% dimethyl sulphoxide (DMSO) (Serva Feinbiochemica, NY). 
cDNA synthesis
Polymerase Chain Reaction (PCR)
A primer pair that amplified a 743-bp fragment of the VP2 gene hypervariable region was used as described by Jackwood and Jackwood 
Results and Discussion
IBD was first recognized as a disease entity in "Gumboro" district of Delaware State in USA in 1957 by A. S. Cosgrove 16 . In Our neighboring country India, the disease was first seen in 1971 in Utter Perdesh 17 . Sporadic outbreaks of IBD were seen in Karachi and Faisalabad areas in 1983 13 . It has now become an endemic disease in poultry birds in all areas of Pakistan and causes great economic losses to the industry due to its increased mortality directly and immuno-suppression indirectly. In order to assist the reevaluation of the disease control policy the present study was designed with the aim to determine the prevalence of the virus among different age groups of commercial broiler birds. Of the clinical signs noted, the birds appeared sick, lethargic with chalky white diarrhea first and later anorexic with severe depression and prostration leading to death. In some birds soiling of vent feathers with pecking their own vent was observed. Grossly the carcass was dehydrated and dark in color with severe hemorrhages on breast and thigh muscles. Bursa showed characteristic changes i.e. edematous, enlarged and severely hemorrhagic. In some birds the bursa contained the clotted blood. Spleen and liver were slightly enlarged and contained yellowish foci on the surface. In Some birds, hemorrhages in the mucosa at the juncture of proventriculus and gizzard were also observed. Microscopically the bursa revealed degeneration of lymphocytes in the medullary area of bursal follicles. . Similar results have been described 2,10&11 and they further reported that the best time for the detection of IBDV using RT-PCR is between 3 and 4 weeks of age. The present study showed similar findings and indicated that the virus can be diagnosed in less than 3 weeks of age but the percentage of observing positive samples would be more in birds older than 3 weeks.
In the non-vaccinated 3-6 week age group, 42 out of 75 (56.00 %) whereas in vaccinated birds 25 samples out 44 (56.81 %) were positive. It was noted that many of the infected birds from the age groups 3- Due to the intensive farming, the poultry sector has now become the biggest industry in Pakistan which has lead to the increased incidence of IBD 13 from 26.86% in 1992 to 43.45 % described in the present report. In India, the increased incidence of IBD in broiler chickens of 3-4 weeks (49.81 %) and 33.58 % in 4-7 weeks has been recorded 21 . The present study also reported similar findings but with higher percentage in non-vaccinated birds i.e. 47.91% in non-vaccinated birds and 35.05 % in vaccinated birds.
Overall percentage of positive results (103/236=43.45%) in all age groups despite of the discrimination between vaccinated and non-vaccinated birds was 26.53 % in 0-3 weeks, 56.30 % in 3-6 weeks and 33.34 % in 6-8 weeks. In conclusion, due to the increased incidence of IBDV as demonstrated by the present study, it is suggested that management and bio-security practices need to be improved. Further, the possible way to control the IBD infections, MDAs must be increased by hyperimmunising or by improving the vaccination schedules in parent flocks.
